Inventor: M. Zanetti 
Docket: P-ZA 3519 




YiNAN 



FIGURE 1 

\ 

\ 





s 800 

«? 700 
Ul 

P 600 



< 500 

O 400 

GQ 300 
< 

200 
100 
0 



3 3 



i • t 



A 



3 



1 Z. 



CM 
O 

< 
UJ 

o 
< 

m 

O 

CO 
CO 
< 



800 - 



700 ~ 



600 - 



500 - 



400 - 



300 - 



200 - 



100 ■ 



0 • 



Docket: P-2A 3519 



i 



:: 




i 



I 



k • * • 



* * « 
* * * * 



« * * 



* * * 



> + + m 
- • • * 



» * 4 * 




0. 



i 



.... 



+ * 



ii 



Hi 



Li* 



i 



Ml 
ft 




Sifl 



55 



fil 




1 



/if < 



•fa 



1 




w 



0 5 7 10 12 14 17 19 21 24 26 28 32 57 80 

DAYS AFTER DNA INOCULATION 



B 



7 10 12 14 17 19 21 24 26 

DAYS AFTER DNA INOCULATION 



28 30 



FIGURE 2 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



m yl NANP DNA 




J I I - I 

0 2 4 6 

Weeks after .inoculation 

J 



FIGURE 3 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



?2 



i 3 » 

=ia? ! 



A 



H 



Days 
O lO 20 127 




B-actin 




C 



1 



B 



1 2 3 4 5 6 





FIGURE 4 



Inventor: M, Zanetti 
Docket: P-ZA 3519 



FR1 

Y1WT-TAC GJkCCTCJUOOC YOCTOGACTC tcogggacoc ttactcaaqc tiqcaqqctc ccicjuuuttc tcctctogjus OCTCTOGUT 

SP7 

«F8 

ftP9 

SP10 

■Pll 

CP 12 

TR35 

TSL36 

TR37 

TR38 

CDR1 FR2 CDR2 

YlHT-TAC A0CXAXTAGA TGTCTTCQGT TCOOCJUSACT OCAGACAACA GOCTOCAGTT OCTOGCACCC ATTAAIAGTA ATOCTQCTAC CACCIACTAT 

6P7 

8P8 

CP 9 

SFlO 

SPll 

SP12 

TF35 

TR36 

TR37 

TR30 T 

FR3 

yiWT-TAC CCACACACTC TQMJXQCCQ ATTCAOCATC TCCACLAGACA ATCCOUUULA CACCCTCTAC CTCCAAAXCA CCACTCTCAA CTCTCACCAC 

SP7 

spe 

8P9 

CP 10 

SPll 

SP12 " 

TR35 « 



TV37 — 

TF38 . 

CDR3 FR4 



ylWT-TAC ACAOCCTTCT XTTACTCTCC AACAAAOCTA CCCTACTCTC ATCCTATOCA CTACTGGOCT CAACCAACCT CACTCACCCT CTOCTGKSCT 

SP7 T " 

SP9 " 

5P10 j 

SPll 

SP12 

TR35 — 

TR3€ " 

T*37 

TR38 — 



YlHT-TAC AACAATOCCC TCTCCACGTC TTTATTTTTA AOCTTTGTTA TOCACTTTTC TGASCATTOC AC 

ffP7 

BPS — 

CP 9 — 

IP 10 

SPll 

SP12 " 

TB35 — 

TR36 

TU37 — 

TH38 — 



FIGURE 5 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



1—9 1 



13. 



i 3 



A. 



H 



H 



H 



62 





36-65 




CDR3 



on 







|CH,|| 




|CH,|fiil!i 


Cl2b 




1 




IcHtli 


nnlll CH 2 CM, jjlij 



H^Ml chi liillllll ch 2 ch 3 Hi yabVH 3 " 5 




0 8 15 22 36 50 
DAYS AFTER ON A INOCULATION 



f =0 



FIGURE 6 



Inventor: M . Zanetti 
Docket: P-ZA 3519 




12 

16 
24 
36 
52 




.107 



Time 
(Weeks) 

0 



12 
24 




' v ■ 
1^ 




PCR Fragments 

1 VO J (S66 bp) 



2 <NANP) 3 (364 bp) 



3 NESTED (196 bp) 



FA. 




PCD 



« o 

c jc 2 >s *> c £ c 



Q. 

E 



o 



c 



s ° S 




FIGURE 7 



Inventor: m. Zanetti 
Docket: P-ZA 3519 




FIGURE 8 



Inventor: M. Zanetti 
Docket: p-ZA 3519 




Weeks after inoculation 



FIGURE 9 



entor: M. Zanetti 
Docket: P-ZA 3519 




Inventor: M. Zanetti 



Docket: P-ZA 3519 



2.8 < 



2.4 



CM 

Cft 



< 2.0 - 
ill 

O 1.6-1 



£ 1-2. 
O 

m o.e 
< 

0.4 




50 60 70 80 

TIME (Days) 



50 60 70 60 
TIME (Oays) 



FIGURE 11 




Inventor: M. Zanetti 
Docket: P-ZA 3519 



ABSORBANCE A492 



r a r 



%3 



IgGi 
lgG2a 



lgG2b 



IgM 



IgGi 
lgG2a 



lgG2b 



IgM 




FIGURE 12 



inventor: Zanetti 
Docket: P^ZA 3519 



\ : 3 



:.3 



:=3 a 



3.8 



3.6 



"~ 3.4 
to* 

S 3.2 

V- 

•5 3.0 



o 



c 

< 



2.8 



2.6 



2.4 



Booster 




o 
_L 




Time after priming 

■ 6 weeks 

* 30 weeks 

• 104 weeks 
a 6 weeks* 



0 



2. 



Weeks after booster 



FIGURE 13 



Inventor: M * Zanetti 
Docket: P-ZA 3519 




FIGURE 14 



Inventor: M< Zanetti 
Docket: P-ZA 3519 




FIGURE 15 



Inventor: M. Zanetti 
Docket: P-ZA 3519 




B " 



0 M 

TIME (Days) 




0 14 

TIME (Days) 



C 



ID 

O 



CO 

cc 
o 

03 

< *M 



CO 




« u 
TIME (Days) 



FIGURE 16 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



UJ 

o 
< 

CO 

cc 

o 

CO 
GQ 




T 

0 



7 14 21 28 35 0 7 

TIME (DAYS) 



T " I I 1 

14 21 28 35 



T 

0 



7 14 21 28 



t 1 1 r 

14 21 28 35 



TIME (OAYS) 



FIGURE 17 



Inventor :M. Zanett 
Docket: P-ZA 3519 



Weeks after inoculation 



Transgene 



Transgene 
product 



Antibodies 
response 



Memory 
response 



2 
T 



12 

T 



18 

T 



30 104 




FIGURE 18 



Inventor 
Docket : 



M. Zanetti 
P-ZA 3519 




FIGURE 19 



Inventor: M. Zanetti 
Docket: P-ZA 3519 




TIME (Days) 



FIGURE 20 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



; a 



- — ■ 



CM 
< 



UJ 

o 



i=3 a 



< 
CQ 
CC 

O 
(/> 
GQ 

< 



2.8. 



2.4- 



2.0. 



1.6. 



1.2 



0.8. 



0.4, 



igM 




i 



1-6, 



1.2. 



0.8. 



0.4 



IgG2a 




bl 



igGl 



(4.1) 



(5.0) 





DNA DNA 
GM-CSF IL-2 




lgG2b 




DNA 



3 



s 



01 



il 



DNA 

GM-CSF 




(41) 

1 

ft 



Si 

n.i* 

1 

jjg 

rlti 

Eft 



Is 



si 



DNA 
IL-2 



IS 

!* 

is? 



FIGURE 21 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



DNA/GM- 



BM Chimeras (-/+) 

BM Chimeras (-/-) 
refB (-/+) 
refB (-/-) 




TIME (days) 



TIME (days) 



FIGURE 22 



Inventor: M. Zanett 
Docket: P-ZA 3519 



ONA 




DNA Protein 
GM-CSF 



DNA 



DNA Protein 
GM-CSF 



FIGURE 23 



Inventor: M- Zanetti 
Docket: P-ZA 3519 



4.81 



o 


4.4 - 




CD 




o 


4.0 1 




tr 


3.6 ' 


UJ 


i- 




H 


3.2 






Q 




O 


2.8 


00 






2.4 


z 


< 






2.0 




DNA 



DNA 
GM-CSF 



SALINE 



DNA 



DNA 
GM-CSF 



SALINE 



FIGURE 24 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



3.4 



■ 



•53" S 



;-3 



-^H 2.4 1 



refB (-/-) 




1 3 6 8 10 



3 € 8 10 



TIME AFTER DNA INOCULATION 

(WEEKS) 



FIGURE 25 



Inventor: M. Zanetti 
Docket: P-ZA 3519 




TIME AFTER DNA INOCULATION 

(WEEKS) 



FIGURE 26 



Inventor: M. Zanetti 
Docket: p-ZA 3519 



7.0 
6.0 - 



A 



"I 5.0 

6 40 A 

*^ 3.0- 



2.0- m 

n n MBS — I 



0.0 



AgAb B 
Epitope 



Inoculum 

■ B+T Epitopes 

■ B Epitope 
□ Control 




i i 

AgAb BVT 
Epitopes 



Peptide B 
Epitope 



Peptide T 
Epitope 



35000 
30000 - 
25000 - 
20000 - 
15000 - 
10000 - 
5000 - _ _ 



0 




AgAb B 
Epitope 



AgAb 
B+T - 
Epitopes 



■Q 




Peptide B Peptide T Medium 
Epitope Epitope 



FIGURE 27 



Inventor 
Docket : 




3 7 14 21 
Days Afer DNA Inoculation 



FIGURE 28 



Inventor: M. Zanetti 
Docket: P-ZA 3519 



i- H | m | ^ 

Qj 

T _ £ 



s 



100 



Day 7 



Day 14 





FIGURE 29 



Inventor :m. Zanetti 
Docket: P-ZA 3519 




B. Unseparated - CD4 




i r 111^ 



■■=Bf 

: S 3 




C08-depleted 



5.3% 




10 



0 10 1 10 2 10 3 10 10° 10 1 10- 10 J 1(T 



: a 



■ Total 
QAnti-CD8 
□ Anti-CD4 
C0CD4+CDS 




20000 



&*15000 -| 
*7 10000- 



4 



5000 



0 




- v „ ' * » 



FIGURE 30 






12 -i 


X 


10 ■ 


*c 




c 


8 • 


c 




o 


6 • 


cq 




3 


4 • 


E 




•x; 




to 


2- 




0 ■ 





Antigen . in Culture 

■ Peptide T Epitope 
a Peptide B Epitope 
a Peptide T Epitope 
a Peptide B Epitope 




7 14 21 

Days After DNA Inoculation 



Inventor: M. Zanetti 



Docket: P-ZA 3519 



B 




Lymphnodes 



Spleen 



50000 




T 



14 



Antige ivin £u.Uu K 

■ Peptide T Epitope 
n Peptide B Epitope 
a Peptide T Epitope 
O Peptide B Epitope 




1 










1 1 — l 



21 



Days After DNA Inoculation 



c 

Circulating Transgenic Ig 
(ng/mli 

Pay 7 Day 14 Pay 21 

3.2+1.6 134±5 13+.7 



D 

15 n 




FIGURE 31 



Inventor:M. Zanetti 
Docket: P-ZA 3519 



4.0, 




0 



Inoculum 

B+T Epitopes 
B Epitope 
Control 




7 14 

Time (Days) 



21 



IgM 



lgG1 




□ o □ □ □ □ 



lgG2a 



□ a a o □ □ 



O B 



.5- 



3- 



eoD 



n o 



e go 

e ceo 
o 



E E E O O B 



FIGURE 32 



Inventor :M. Zanetti 
Docket: P-ZA 3519 




FIGURE 33 



Inventor : M . Zanetti 
Docket: P-ZA 3519 



% Live Mice 



^ - 



00 



ON 



QO 




mi 

n j> a a 

S Z Z 

§■*+>> 

o + + 

^ J L 

• *T3 



o 



0*. 
O 

S3 



63 



S3 



o 

53 

a* 



S3 
S3 

N 



FIGURE 34 



Inventor :M. Zanetti 
Docket: P-ZA 3519 





NANPNVDPNANP 



VTSAPDTRPAP 




FIGURE 35 



Inventor:M. Zanett 
Docket: P-ZA 3519 



T Cell Immunity 
Against MUC-1 Peptides 

/mm 

□y1[dtrp 3 ] 3 

y1 NV 2 /[DTRP 3 ] 3 




SB Y 1 VTS A 3 
Y1NVWTSA 3 




[DTRP]3 VTSA 
Antigen in Culture 



FIGURE 36 




InventorrM. Zanetti 
Docket: P-ZA 3519 




FIGURE 37 



